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Wash and disruption of yeast ceils 

Obtain cytosolic fraction 

DEAE Sepharose column chromatography 
equilibrated with Buffer A 



/ 

Pool DEAE 1 
eluted with Buffer A 

Ammonium Sulfate 
50-90% ^saturation 

CM Sephadex 
column chromatography 
equilibrated with Buffer B 

Pool CM 1 
eluted witlj Buffer B 

Wash and concentrate 

Cibacron Blue 
column chromatography 
eqilibrated with Buffer C 

Pool Cibacron Blue 1 
eluted with 400mM^KCI in Buffer C 

Dialyze and^ concentrate 

Red Sepharose 
column chromatography 
equilibrated ^with Buffer C 

Pool Red Sepharose 
eluted with 500mM KCI in Buffer C 

Desalt and concentrate 
by ultrafiltration 

t 

Reverse-phase chromatography 
(Pro RPC column) 

Reductase 1 _ 

r IG. 7 



Pool DEAE 2 
eluted with 250mM KCI in Buffer A 
t 

Ammonium Sulfate 
80% saturation 

CM slphadex 
column chromatography 
equilibrated with Buffer B 
t 

Pool CM 2 
eluted with Buffer B 

Wash and concentrate 

Cibacron Blue 
column chromatography 
eqilibrated with Buffer C 

Pool Cibacron Blue 2 
eluted with 0-|M KCI in Buffer C 

Superose 12 
column chromatography 
equilibrated with Buffer C 

Pool Superose 12 
Concentrate 

Reverse-phase chromatography 
(Resource RPC 1 ml) 
t 

Reductase 2 
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